Evidence is presented that suggests that GTP (or 5'-guanylylmethylene diphosphonate) is not essential for either formation of an AUG-directed, initiation factor IF-2-dependent initiation complex on the 30S subunit or for positioning of fMet-tRNA on the peptidyl site. However, recycling of limiting amounts of IF-2 requires both GTP and the 50S subunit. 
It is generally agreed that, in prokaryotic cells, GTP (or its analogue, S'-guanylylmethylene diphosphonate) is essential for the messenger-directed, initiation factor-dependent binding of flvet-tRNA to ribosomes (1) . However, in eukaryotic cells, a supernatant factor promotes a GTP-independent, AUG-directed binding of fMet-tRNA to 40S ribosomal subunits (2, 3) , and the bound aminoacyl-tRNA reacts directly with puromycin upon addition of 608 subunits. A factor-dependent, GTP-independent binding of fMet-tRNA to 40S ribosomal subunits was observed in reticulocyte extracts (4) .
Evidence will be presented in this paper that, under suitable conditions, there is cQnsiderable AUG-directed binding of fMet-tRNA to 308 subunits in the absence of added GTP.
The extent of this binding may be as high as 85% of that obtained when GTP is added. In contrast7 both GTP and 50S subunits appear to be essential for the recycling of limiting amounts of initiation factor IF-2. Half or more of the fMettRNA in the ribosomal complex formed without added GTP reacts with puromycin. This suggests that the IF-2-promoted positioning of fMet-tRNA on the peptidyl site does not require added GTP. It is proposed that a binary complex, IF-2-30S, rather than a ternary complex, GTP-IF-2-fMettRNA, is The reactivity with puromycin of fMet-tRNA, bound in the presence of 30S and 50S subunits, but without added GTP, was tested in two ways (Table 3 ). The reaction mixture was either' directly treated with puromycin (experiments 1 and 2) or passed through a Sephadex G-200 column before the addition of puromycin (experiments 3 and 4). Gel filtration has been used by Benne and Voorma (1) to increase the sensitivity to puromycin of fMet-tRNA bound to ribosomes, under the direction of bacteriophage MS2 RNA, in the presence of 5'-guanylylmethylene diphosphonate. It may be seen that the sensitivity to puromycin of fMet-tRNA bound to 30S and 50S subunits at 00 with AUG as template, without any added GTP or 5'-guanylylmethylene diphosphonate, is similarly increased when, as in the experiments of Benne and Voorma, the complex is freed of unbound components by gel filtration. Under these conditions (Table 3 , experiments 3 and 4), more than half of the fMet-tRNA present in the isolated complex is reactive with puromycin. It should be pointed out that similar amounts of ribosome-bound complex (about 20 pmol; data not shown in Table 3 ) were formed before gel filtration in experiments 3 and 4. However, the recovery of complex (stable to Millipore filtration) after gel filtration was about 7.5% in experiment 3 and 25% in experiment 4 . Since aliquots of the complex were filtered through Millipore filters after about 150 min in experiment
